isolated with MiniMACS columns and subsequently cultured in HPGM supplemented with human c-KIT ligand, FLT3 ligand (both from Amgen, USA) and TPO (100 ng/ml each) for 16 hours at 37ºC and 5% CO 2 . Cord blood CD34 + cells were transduced in 2 consecutive rounds of 8 to 12 hours with lentiviral supernatant supplemented with c-Kit ligand/FLT3 ligand/TPO (100 ng/ml each) and Polybrene (4 µg/ml). Transduction efficiency was measured by FACS analysis and knock-down was assessed by Q-PCR.
FACS
Antibodies used for cell surface staining were CD19 (1D3), B220 (RA3-6B2), Gr-1 (RB6-8C5), CD11b/Mac-1 (M1/70), CD4 (H129.9), CD8a (53-6.7), SCA-1 (E13-161.7), c-KIT (2B8), CD45.2 (104), CD34 (RAM34), FLT3 (AZF10.1) (all from BD Pharmingen). Polyclonal goat-anti-rat Tricolor was purchased from Caltag.
Human cord blood cell culture conditions
Long Term Culture medium (αMEM supplemented with 12.5% FCS, 12.5% Horse serum (Gibco), 1% penicillin and streptomycin, 200 mM Glutamine, 57.2 µM β-mercaptoethanol (Sigma) and 1 µM hydrocortisone (StemCell Technologies)) was used to co-culture cord blood cells with MS5 stromal cells. Cultures were kept at 37ºC and 5% CO 2. 
cells in peripheral blood (n=6 mice per group). (E) We bred Cited2 conditional knockout mice with Rosa26
CreERT/+ mice, in which efficient deletion of floxed genes is induced by tamoxifen. We generated Cited2
Rosa26
CreERT/+ (CKO) and Cited2 +/+ Rosa26 CreERT/+ (WT) mice and sorted bone-marrow LSK populations from these mice. The cells were cultured in the presence of 1 μM tamoxifen and apoptosis was detected by Annexin-V staining. Graph shows percentage of Annexin-V + cells of indicated genotypes. + cord blood cells were transduced with CITED2-IRES-GFP (expressing a human full-length CITED2 driven by human EF1α promoter) and control IRES-GFP lentiviruses. Transduced GFP + cells were then superinfected with shRNA and scrambled control lentiviruses and cultured in methylcellulose for two weeks. The graph shows the mean numbers of colonies (± SD) and is a representative of two independent experiments performed in duplicate. (E) MS5 co-cultures of human cord blood CD34 + cells transduced with shRNA and control lentiviruses. 30,000 cells were plated in MS5-precoated T25 culture flasks in 5 ml Long-Term Culture medium. Half of the cultures were harvested weekly and fresh medium was added to the culture. Cumulative cell numbers for a representative growth curve are shown (n=4).
